2018). Development of an optimized broth enrichment culture medium for the isolation of Clostridium difficile. Anaerobe, 54, 92-99. Abstract 15 Clostridium difficile is a spore forming bacterium and the leading cause of colitis and 16 antibiotic associated diarrhoea in the developed world. Effective recovery of spores, 17 particularly in low numbers, is imperative to obtain accurate prevalence data, due to 18 the low number of spores found within non-clinical samples (<20/ml). Through 19 comparison of C. difficile enrichment media, this study showed the importance of 20 selecting an effective enrichment media. Commonly used broths, such as Cooked 21 Meat broth, promote significantly less growth than other available broths such as Brain 22 Heart Infusion broth, BHI. The optimization of BHI using selective antibiotics, 23 moxalactam and norfloxacin, and sodium taurocholate at a concentration of 0.4%, 24 allowed for high growth rate (0.465 hour -1 ), short lag times (<14 hours) and recovery ACCEPTED MANUSCRIPT 2 25 of spores at low concentrations. The optimized broth, designated BHIMN-T, out-26 performed other commonly used broths so can be recommended for future studies. 27 28 29 30 1. Introduction 31 Clostridium difficile is a Gram positive, spore forming, anaerobic bacterium and a 32 major cause of diarrhoea and pseudomembranous colitis (1, 2). Transmission and 33 spread of C. difficile is facilitated by the resistance of C. difficile spores to harsh 34 environmental conditions, for example, heat, cleaning and disinfectant agents along 35 with alcohol based hand sanitizers (3-6). Spores of C. difficile can persist on surfaces 36 for many months, providing a reservoir of infection in hospitals and community-care 37 settings. It is increasingly evident that C. difficile inhabits a wider spectrum of 38 environments, with toxigenic strains having been isolated from animals, foodstuffs, 39 soil, water and wastewater treatment facilities (7-19). Spore burden in such non-40 clinical samples is often low: <20 spores/ml have been reported in food samples (20), 41 while the infectious dose required to cause C. difficile infection (CDI) in mice from
. The most effective broth for growth 299 of C. difficile M120 was BHIMN-T, with a growth rate of 0.4645 hour -1 and a lag phase 300 of less than 14 hours (Table 2) . Notably, including this optimal concentration of sodium 301 taurocholate more than doubled the observed growth rate. Growth in BHIMN-T out- 
